Abstract: Dilution is considered to be a fast and easily applicable pretreatment for anaerobic digestion (AD) of chicken manure (CM), however, dilution with fresh water is uneconomical because of the water consumption. The present investigation was targeted at evaluating the feasibility and process performance of AD of CM diluted with algal digestate water (AW) for methane production to replace tap water (TW). Moreover, the kinetics parameters and mass flow of the AD process were also comparatively analyzed. The highest methane production of diluted CM (104.39 mL/g volatile solid (VS)) was achieved with AW under a substrate concentration of 8% total solid (TS). The result was markedly higher in comparison with the group with TW (79.54-93.82 mL/gVS). Apart from the methane production, considering its energy and resource saving, nearly 20% of TW replaced by AW, it was promising substitution to use AW for TW to dilute CM. However, the process was susceptible to substrate concentration, inoculum, as well as total ammonia and free ammonia concentration.
Introduction
Livestock manure without appropriate management can cause serious problems to the environment, such as odor, attraction of insects, rodents, and other pests, release of animal pathogens, as well as surface and groundwater pollution [1] . Anaerobic digestion (AD) is considered to be an attractive and efficient technology for livestock manure treatment, apart from the main target of organic matter removal and environment pollution control, simultaneously producing biogas for local energy needs [2] . Chicken manure (CM) with an original dry matter of 20-25% or more, has a high fraction of biodegradable organic matter [3, 4] . Thus, conversion of the organic matter of CM to renewable energy through the AD process will not only reduce the adverse impact on the environment, but will also make great contributions to the energy supply [5] .
Although AD technology in livestock manure treatment for biogas production is very mature and considerable research has been intensively conducted [6, 7] , limited studies can be found on the AD of CM, especially mono-digestion [4, 8] . The AD of original CM with a low carbon to nitrogen (C/N) ratio of 5-10 usually ends up with reactor instability, and even failure, due to its
Results and Discussion

Methane Production
The maximal methane production (104.39 mL/gVS) of diluted CM was obtained with AW at TS of 8% (Figure 1) , which was 11.27% higher than that of the best performed TW group at TS of 10% (93.82 mL/gVS). Apart from the treatment of AW at TS of 8%, the methane production of the AW group were all less than that of the TW group under the same TS levels. The AD process Energies 2018, 11, 1829 3 of 11 was found to be very sensitive to the feeding substrate composition [26] . For diluted CM, it was proved that the characteristics of different diluents, especially the nutrient composition, could affect the AD process. Compared with TW, AW, as a mixture of digestate and Chlorella 1067, contains a certain amount of organic matter (TS: 0.21-0.47%, VS: 44.66-52.62%TS), as well as a number of metal elements and trace elements. It is worth mentioning that algae biomass had been widely used for co-substrate in the AD process, and it demonstrated that synergism had occurred while Chlorella 1067 was used as a co-feedstock for CM [25] . In this study, the synergism might be achieved at the low substrate concentration of 8% TS. In addition, high nitrogen substrates, like CM, can pose an inhibitory effect in the AD process through NH 3 accumulation [18] . While the ammonia inhibition occurs, the pathway of acetate shifts from acetoclastic to hydrogenotrophic methanogenesis [10, 27] . However, for AW, it can provide the lacking nutritional elements to synthesize the enzymes needed in syntrophic hydrogenotrophic methanogenesis, especially at the essential stage for propionic acid degradation [10] . It is worth mentioning that algae biomass had been widely used for co-substrate in the AD process, and it demonstrated that synergism had occurred while Chlorella 1067 was used as a co-feedstock for CM [25] . In this study, the synergism might be achieved at the low substrate concentration of 8% TS. In addition, high nitrogen substrates, like CM, can pose an inhibitory effect in the AD process through NH3 accumulation [18] . While the ammonia inhibition occurs, the pathway of acetate shifts from acetoclastic to hydrogenotrophic methanogenesis [10, 27] . However, for AW, it can provide the lacking nutritional elements to synthesize the enzymes needed in syntrophic hydrogenotrophic methanogenesis, especially at the essential stage for propionic acid degradation [10] .
(a) (b) The methane yield of diluted CM obtained in the present study was lower than those reported in the literature (270-400 mL/gVS) [20, 21, 28] . It should be pointed out that anaerobic digestion is a dynamic process influenced by several parameters, like inoculum source, inoculum substrate ratio, nutrient, and others. Moset et al. [29] reported that the inoculum source had a significant impact on methane potential and the inoculum to substrate ratio (ISR) was dependent on the substrate. Due to the long time for the microbial population to adapt and degrade the substrate, the longer lag phase was observed at lower ISR (0.25). This was in line with the result of the present study ( Figure 1 ). Li et al. [28] pointed out that the suitable substrate-to-inoculum ratio for mono-digestion of CM was 1.5. In this study, a low C/N ratio of CM, high ammonia concentration, poorly-adapted inoculum, and low ISR (<0.25) may be the reason for the low methane production. The amount of microorganisms in the digester was increased with higher ISR and it was beneficial for a well-balanced startup of the anaerobic reaction and inhibition resilience [18, 30] . Thus, it is very important to provide the necessary microorganisms with a high ISR and a low substrate concentration to reduce feeding shock and inhibition risk, as well as shorten the adaptation time of the microbial population.
Kinetic Analysis
The experimental data were modelled with the modified Gompertz model and logistic model ( Figure 1 ) and the results are summarized in Table 1 . The results of the two models and the experimental data were in high agreement (p > 0.05). The R 2 values of the modified Gompertz model were all higher than 0.992, with the difference between the measured and predicted methane production ranging from <0.40% to <1.85%. For the logistic model, the R 2 values and the difference percentage were 0.9908-0.9970 and 0.08-0.76%, respectively. The methane yield of diluted CM obtained in the present study was lower than those reported in the literature (270-400 mL/gVS) [20, 21, 28] . It should be pointed out that anaerobic digestion is a dynamic process influenced by several parameters, like inoculum source, inoculum substrate ratio, nutrient, and others. Moset et al. [29] reported that the inoculum source had a significant impact on methane potential and the inoculum to substrate ratio (ISR) was dependent on the substrate. Due to the long time for the microbial population to adapt and degrade the substrate, the longer lag phase was observed at lower ISR (0.25). This was in line with the result of the present study ( Figure 1) . Li et al. [28] pointed out that the suitable substrate-to-inoculum ratio for mono-digestion of CM was 1.5. In this study, a low C/N ratio of CM, high ammonia concentration, poorly-adapted inoculum, and low ISR (<0.25) may be the reason for the low methane production. The amount of microorganisms in the digester was increased with higher ISR and it was beneficial for a well-balanced startup of the anaerobic reaction and inhibition resilience [18, 30] . Thus, it is very important to provide the necessary microorganisms with a high ISR and a low substrate concentration to reduce feeding shock and inhibition risk, as well as shorten the adaptation time of the microbial population.
The experimental data were modelled with the modified Gompertz model and logistic model ( Figure 1 ) and the results are summarized in Table 1 . The results of the two models and the experimental data were in high agreement (p > 0.05). The R 2 values of the modified Gompertz model were all higher than 0.992, with the difference between the measured and predicted methane production ranging from <0.40% to <1.85%. For the logistic model, the R 2 values and the difference percentage were 0.9908-0.9970 and 0.08-0.76%, respectively. An obvious lag phase was detected since less than 10% of the final cumulative methane production of diluted CM was obtained within the first ten days ( Figure 1 ). Obviously, the inoculum was not adapted to afford digesting the diluted CM, so the AD process was in an inhibited steady-state or inhibited stage within the first several days, and it was expected to observe an initial lag phase in each trial. Additionally, uric acid breakdown causes the ammonia accumulation. CM contains a high content of the undigested proteins, uric acid, and nitrogen contents [5] . While anaerobically decomposed, the uric acid could significantly contribute to the formation of ammonia: 0.75 parts methane, 4.25 parts carbon dioxide, and four parts of ammonia would be produced by one part uric acid [4] . It should be noted that the AW group showed a lag phase of 14-16 days for both the modified Gompertz model and the logistic model, longer than that of the TW group (Table 1) . Chlorella 1067, cultivated in digestate, was also a nitrogen-rich biomass like CM [25] . Thus, with dilution with AW (TAN 268.24-485.50 mg/L), some additional nitrogen might have been added and increased the inhibition risk. The methane production gradually increased after an obvious lag phase. The maximal methane production of CM was achieved with AW at TS of 8%, indicating that AW and CM had a positive effect on the methane production at a low substrate concentration. In addition, for nitrogen-rich CM with a high substrate concentration, the AD process was hampered by FA inhibition resulting in a poor methane yield and, consequently, a long retention time. These results were consistent with the study of Bujoczek et al. on the high solid AD of CM, and it was reported that highest gas production was obtained at a TS level of 5% [4] .
pH, TAN, FA Concentration, and C/N of Liquid Digestate
The TAN concentration of diluted CM with AW and TW at different substrate concentration was presented in Figure 2a . Under mesophilic conditions, TAN concentrations continued to rise within 17 days and had a range of 1970 to 2460 mg/L at the 17th day. It was confirmed that the process was not adapted to high TAN concentrations as evidenced by the long lag phase and low methane production in the early stage ( Figure 1 and Table 1 ). Due to the characteristics of AW, the initial TAN concentration of the AW group was similar, or slightly higher, than that of the TW group at the same TS levels. It was interesting that the TAN concentration was found to be similar for both the AW group and the TW group as the AD process went on. In addition, it was found that the higher substrate concentration, the higher the TAN concentration, so dilution was an alternative to reduce the risk of TAN inhibition during CM mono-digestion. Additionally, the low substrate concentration was a benefit for startup, process stability, diluting ammonia toxicity, and even methane production. In the first nine days, FA concentration gradually increased within the range of 100 mg/L, and then increased significantly with the increasing pH value and TAN concentration (Figure 2a-c) . As the TAN and FA increased, the pH value also increased, which was also reported by Hassan et al. [31] . The maximal FA values for all the treatments were found in the 17th day. Apart from the FA concentration (110-200 mg/L) of the AW group with substrate concentrations of 8% and 10% TS, that of the other treatments were all more than 300 mg/L. Different studies reported that below 99-150 mg/L was the acceptable limit for the methanogens [32, 33] . Therefore, the FA concentrations of all the treatments were over the inhibition threshold, which might result in an unstable AD process due to the loss of methanogenic activity [34] . After 17 days, the microorganisms gradually adapt to the environment, the FA concentration began to decrease and the methane yield rapidly increased. At the end of the experiment, the FA concentration was decreased at about 150 mg/L for each treatment.
The methane production of diluted CM was low in this study. The effect would be carried out from two negative aspects. One was the higher FA concentration caused by the raw material characteristics, high initial substrate concentration, and low ISR. The other was the low C/N ratio of the liquid fractions of the digested feedstock (Figure 2d) . Specifically, the initial C/N ratio of the AW group (4.46-5.60) was lower than that of the TW group (6.77-7.16), while there was only the diluent variable at this time due to the high TN concentration of AW. However, they were both outside the ideal range of the C/N ratio of 20-30 [35] . This was mainly caused by intrinsic characteristics of CM. In addition, the best performed methane production and degradation efficiency of diluted CM with AW was mainly attributable to the synergetic effect and the nutrient composition of CM and AW, so the AD process was not only influenced by the C/N ratio. The results were in line with the study of In the first nine days, FA concentration gradually increased within the range of 100 mg/L, and then increased significantly with the increasing pH value and TAN concentration (Figure 2a-c) . As the TAN and FA increased, the pH value also increased, which was also reported by Hassan et al. [31] . The maximal FA values for all the treatments were found in the 17th day. Apart from the FA concentration (110-200 mg/L) of the AW group with substrate concentrations of 8% and 10% TS, that of the other treatments were all more than 300 mg/L. Different studies reported that below 99-150 mg/L was the acceptable limit for the methanogens [32, 33] . Therefore, the FA concentrations of all the treatments were over the inhibition threshold, which might result in an unstable AD process due to the loss of methanogenic activity [34] . After 17 days, the microorganisms gradually adapt to the environment, the FA concentration began to decrease and the methane yield rapidly increased. At the end of the experiment, the FA concentration was decreased at about 150 mg/L for each treatment.
The methane production of diluted CM was low in this study. The effect would be carried out from two negative aspects. One was the higher FA concentration caused by the raw material characteristics, high initial substrate concentration, and low ISR. The other was the low C/N ratio of the liquid fractions of the digested feedstock (Figure 2d) . Specifically, the initial C/N ratio of the AW group (4.46-5.60) was lower than that of the TW group (6.77-7.16), while there was only the diluent variable at this time due to the high TN concentration of AW. However, they were both outside the ideal range of the C/N ratio of 20-30 [35] . This was mainly caused by intrinsic characteristics of CM. In addition, the best performed methane production and degradation efficiency of diluted CM with AW was mainly attributable to the synergetic effect and the nutrient composition of CM and AW, so the AD process was not only influenced by the C/N ratio. The results were in line with the study of Wang et al. [33] . During the AD process, the TOC concentration decreased and the TAN concentration increased, resulting in the decreased C/N ratio. 
TOC Concentration and SCOD Removal
It was obvious that TOC concentration of the AW group and the TW group had a similar trend (Figure 3a) . The TOC concentration of each treatment was nearly over 10,000 mg/L within the first 13 days. Subsequently, the TOC concentration began to rapidly decrease and the methane yield increased (Figure 1) . At the end of the experiment, the lowest TOC concentration of diluted CM was obtained with AW at a TS of 8% and kept at about 3850 mg/L. TOC removal of each treatment are more than 60%.
Results showed that the SCOD removal decreased with the increasing substrate concentration (Figure 3b) . The maximum SCOD removal of 79.79% was achieved by the diluted CM with AW of 8%TS, which was in line with the results of methane production (Figure 1 ). Compared with other treatments, it had relatively high AD efficiency and less residual organic matter for further treatment. In addition, the importance of the substrate concentration for methane production was proved, as well as for organic matter degradation.
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TOC Concentration and SCOD Removal
Mass Flow and Water Substitution
Based on the experimental data, the feasibility of using AW to dilute CM for anaerobic digestion was determined. A closed loop process could be formed, including digestate reuse and diluting CM with algae digestate water for biogas production (Figure 4 ). CM was firstly fed for AD process to produce biogas. Then, the liquid digestate was recycled as media to cultivate Chlorella 1067 and the unseparated algae digestate water was then used as the diluent for regulating CM to the targeted feeding concentration. A hypothesized process with 1.0 t/day of CM and a substrate concentration of 8%TS was used for calculation. The values of TS, VS, and methane production were all based on the experimental data. From a mass flow perspective, using AW in place of TW to dilute CM was advantageous ( Figure 5 ). The AD process generated 0.04 t biogas, 0.32 t solid digestate and 2.34 t liquid digestate. For using TW, 1.70 t tap water was needed to dilute CM achieving the substrate concentration of 8%TS per day. However, using AW, 0.34 t liquid digestate and 1.36 t tap water would be used, equivalently using 14.53% of liquid digestate and saving 20% of tap water per day. Hence, the current observations indicated that using AW for diluting CM was feasible for methane production coupled with digestate reuse and saving clean water. For the whole year, 124.1 t of liquid digestate would be utilized, simultaneously saving the same amount of clean water.
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Materials and Methods
Substrate, Inoculum, and Diluent Characteristics
The original CM (TS: 21.63%; VS: 79.38%TS) was obtained from Minhe Co., Ltd. (Penglai, Shandong, China), and stored at 4 °C before use. The C/N ratio of the CM was 9.28. Two different diluents were used: one was tap water (TW) and the other was algal digestate water (AW). Chlorella 1067 was cultivated in the CM-based liquid digestate obtained from a mesophilic anaerobic digester at Minhe Co., Ltd. after ultra-filtration treatment in a 400 L open raceway pond. The cultivation conditions were the same as that reported by Li et al. [25] . Then the mixture of Chlorella 1067 and digestate without separation was called as AW (TS: 0.21-0.47%, VS: 44.66-52.62%TS, TAN 268. .50 mg/L) and directly used as the diluent in this study. AW also contained some metallic elements and trace elements, such as calcium (Ca), cobalt (Co), iron (Fe), magnesium (Mg), zinc (Zn), 
Materials and Methods
Substrate, Inoculum, and Diluent Characteristics
The original CM (TS: 21.63%; VS: 79.38%TS) was obtained from Minhe Co., Ltd. (Penglai, Shandong, China), and stored at 4 • C before use. The C/N ratio of the CM was 9.28. Two different diluents were used: one was tap water (TW) and the other was algal digestate water (AW). Chlorella 1067 was cultivated in the CM-based liquid digestate obtained from a mesophilic anaerobic digester at Minhe Co., Ltd. after ultra-filtration treatment in a 400 L open raceway pond. The cultivation conditions were the same as that reported by Li et al. [25] . Then the mixture of Chlorella 1067 and digestate without .50 mg/L) and directly used as the diluent in this study. AW also contained some metallic elements and trace elements, such as calcium (Ca), cobalt (Co), iron (Fe), magnesium (Mg), zinc (Zn), potassium (K), manganese (Mn), and others derived from the CM-based digestate. Anaerobically-digested sludge (ADS) was used as inoculum and was taken from a mesophilic anaerobic digester in the Little Red Door sewage treatment plant (Beijing, China). The ADS (TS: 1.47%, VS: 98.53%TS) was enriched with glucose in the lab under mesophilic conditions prior to use.
Experimental Design
The raw CM was diluted to 8%, 10%, and 12% (based on TS) from the original CM using AW and TW, respectively. Subsequently, CM was mixed with the ADS in a ratio of 2:5 (40 g:100 g) based on wet weight and placed in a set of 250 mL anaerobic reactors sealed with rubber stoppers. There were two tubes in the rubber stopper, one was above the liquid level to connect with the gas bag to accumulate the biogas produced, and the other was below the liquid level for taking the liquid sample. Two milliliters of liquid sample was taken once every 3-5 days during days 1-21, and once at the 35th day, respectively. The batch reactors were operated under mesophilic conditions (35 ± 1) • C. Seven trials were conducted, including three for diluted CM with AW at TS of 8, 10, and 12%; another three for the TW with the same TS range; and one only with inoculum was operated as a blank to correct the methane production of the AW group and TW group. Batch experiments were operated in a thermostat oscillator (SHA-B, Changzhou Guohua Electric Appliance Co., Ltd., Jintan, Jiangsu Province, China) at the target temperature. The batch experiments lasted 35 days. All trials were conducted in triplicate and all the results were reported as mean values with standard deviations.
Analytical Methods
The TS and VS were performed according to the APHA standard methods [36] . Element components (C, H, O, and N) of the CM were determined using an elemental analyzer (Vario MICRO Cube, Elementar Analysensysteme GmbH, Donaustraße, Germany).
The amount of CH 4 and CO 2 was determined by a gas chromatograph (GC 1490, Agilent Technologies, Santa Clara, CA, USA) equipped with a thermal conductivity detector and nitrogen gas as the carrier gas at a flow rate of 50 mL/min. The injector, oven, and detector temperatures were 150, 120, and 150 • C, respectively. The pH value was measured using a digital pH meter (FE20, Mettler Toledo Co., Inc., Shanghai, China). The total nitrogen (TN) was measured by the method of potassium persulfate oxidation using an UV-VIS spectrophotometer (UV-1800, Meipuda Instruments Co., Ltd., Shanghai, China). The TAN was determined using salicylic acid-hypochlorite spectrophotometry. The total organic carbon (TOC) was tested using a TOC analysis meter (TOC-VCPN, Shimadzu Company, Tokyo, Japan). The soluble chemical oxygen demand (SCOD) was measured using a potassium permanganate oxidation method. The free ammonia (FA) concentration was calculated based on TAN concentration and experimental conditions including temperature and pH using Equation (1) [37] : 
where NH 3 is the concentration of FA in mg/L, TAN is the total ammonia nitrogen concentration in mg/L, pH is the pH value determined in the reactor, and T(k) is the temperature (Kelvin).
Kinetics Analysis
Methane production and lag phase are both important factors in determining the efficiency of the AD process, thus, the modified Gompertz model (Equation (2)) [38] and logistic model (Equation (3)) [38] Energies 2018, 11, 1829 9 of 11 were applied to fit the lag time, methane production rate, and predict the methane production potential as a function of time:
P(t) = P max exp{−exp[R m e(λ − t)/P max + 1]} (2) P(t) = P max /{1 + exp[4R m (λ − t)/P max + 2]}
where P(t) is the cumulative methane production (mL/(gVS)) at a given time t(d). P max is the maximum accumulative methane potential (mL/(gVS)). R m is the maximum methane production rate (mL/(gVS.d)). λ is the lag phase (d) and e is the base of the natural logarithm (2.71828). Data analysis for the two models was carried out with the Solver function of Microsoft Excel 2010 (Microsoft Corporation, Redmond, WA, USA) and the correlation coefficient (R 2 ) was used to evaluate the accuracy of the fitting results.
Conclusions
The novel idea of replacing TW with AW, to dilute CM for anaerobic digestion is feasible. The highest methane production of diluted CM (104.39 mL/gVS) was achieved with an AW of 8%TS. The result was markedly higher than that of the TW group (79.54-93.82 mL/gVS). A closed loop process can, thus, be built including digestate reuse and diluting CM with algae digestate water for biogas production. Thereby two benefits will be obtained. One is to enhance methane yield, recycle AW, and reduce water consumption; another is to decrease the energy consumption for separating microalgae and digestate. However, the AD process was susceptible to substrate concentration, the inoculum to substrate ratio, as well as TAN and FA concentrations. In consideration of the low C/N ratio of CM and AW, additional carbon sources can be added to improve the methane production, achieve nutrient balance, and reduce inhibition risk in future studies. 
